METHODS
Size exclusion chromatography analysis of TK-FRET. TK-FRET (0.1 mg·ml −1
) and its mutants dissolved in 50 mM MOPS-NaOH (pH 7.5), 150 mM KCl, and 5 mM MgCl 2 in the absence or presence of 2 mM ATP were incubated at 55 °C for 1 min. The mixture was then centrifuged at 21,000 g for 1 min. Aliquots (50 μl) of the solution were loaded on a TSKgel G-3000SWXL HPLC gel filtration column (Tosoh), equilibrated with the same beffer. The proteins were eluted at a flow rate 0.5 ml·min −1 at 55 °C. Absorbance was monitored at 280nm or 290 nm depending on the conditions, the absence or the presence of ATP, respectively.
Confirmation of aggregation of chaperone-fused EYFP.
TClpB and EYFP fusion proteins (6.0 μM monomer) in a mixture containing 50 mM MOPS-NaOH (pH 7.5), 150 mM KCl, 10 mM MgCl 2 , and 5 mM TCEP was incubation at 80 °C for 15 min. The mixture was then centrifuged at 21,000 g for 10 min. The supernatant and the precipitated fractions were analyzed by the polyacrylamide gel (10%) electrophoresis in 0.1% sodium dodecylsulfate. The gel images were acquired by using ImageQuant LAS 4010 system (GE Healthcare). The supernatant fractions that were separately prepared in the same conditions were applied to a further centrifugation at 21,000 g for 1 min. An aliquot (15 μl) of the solution was loaded on a TSKgel SuperSW3000 HPLC gel filtration column (Tosoh) with guard column (Tosoh) equilibrated with 50 mM MOPS-NaOH (pH 7.5), 500 mM KCl, 5 mM MgCl 2 , and 2 mM ADP. The proteins were eluted at a flow rate 0. Hayashi et al. Fig. S2 A 290 
